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Supplementary Figure 1

a)

a-E. coli antibody Merged

b) 25 c) 2% d) 25
Fa0 : 0 . . =20
= . ]
2 . g . . . .
515 15 : 515 1. e o
S E . '-. .
510 10 g10
2 2
© °
<5 5 <5
.‘.
ctrl 1.0 1.0+wash  “ctn 50 100 250 O ctn 50 100 200
Cytochalasm D (pg/mL) Gemstem (nM) Wortmannin (nM)
40
e) f) 40 g) 40
s -
330 g
5 . =30 :
3 . 5 .
o . -
522" : gz
g 5
£ |5 t B
b3 310
o e 10 L
]
PP1 (uM) o <
woe©
h 108y by efet pheady  pe oy Limi o
. RO o [+ e | *
— 1074 —E
[72) o ® 4]
T 1054
14
= 105+
=
7 10%
s
S 103
8 1024
1014
1001 T T T T T T T T T T T T
A .
N R
1\%‘5 N So W \(\‘oq,ﬁ\\ o2 \\“‘g\
N\ “\4‘4: \ﬁ\ ° O o \:“\06‘“
WA S M ORI
\\)g\(“ ,500 %
i) 108 i 109
2 10 E? g 1
3 408 . l 5 107 )
L 6
< 10s < 10
5 & 105
B 104 B
5 10° . c=n 1o
E 5 10
g 1 £ 102
-] o
o 401 m 10!
100 0.
5:1 50:1 150:1 10 30 120 240
MOI Time (min)




O 00 NO U1 b

10
11
12
13
14
15
16

17

Supplementary Figure 1. Tested inhibitors do not significantly impact UPEC adherence to or viability of
VK2 E6/E7 Cells. a, Representative image (n = 3) of immunofluorescence microscopy of L. crispatus ATCC
33197 stained with the a-E. coli antibody (green) and with ToPro-3 as a DNA counterstain (red). The a-E. coli
antibody used is specific for E. coli. b-g, Adherence and invasion assay was performed for two hours at a MOI
of 5 with UTI89. Data are representative of the adherent population of bacteria corresponding to the invasion
experiment in Fig. 2d-i with the mean of nine independent experiments with error bars representing s.e.m. h, Cell
viability was determined with PrestoBlue (ThermoFisher Scientific) according to manufactures instructions. Data
are representative of the mean of seven independent experiments with error bars representing s.e.m. For statistical
analysis Kruskal-Wallis with two-sided Dunn’s post-hoc test used and no statistically significant difference (P >
0.05) was found between treatments and respective controls. i, j, Adherence and invasion assay shown as
CFUs/mL corresponding to the data in Fig. i, 1a and J, 1b. The percentage of adherent and intracellular bacteria
decreases as E. coli grows within the extracellular media within wells. Data are representative of the mean of
nine independent experiments with error bars representing standard deviation.

Supplementary Table 1. Bacterial strains and plasmids used in this study.
E. coli strains Details Source or
Reference
UTISY A prototypical wild-type strf':n.n isolated from a case of 55
cystitis
AfimA-H UTI89 with the fim operon deleted 25
Vanderbilt Urinary . . .

Tract Isolates (VUTI) Isolates were obtained through the microVU biobank 42
VUTI 126 Isolated from a woman with cystitis 42
VUTI 134 Isolated from a woman with cystitis 42
VUTI 175 Isolated from a woman with cystitis 42
VUTI 165 Isolated from a woman with rUTI 42
VUTI 173 Isolated from a woman with rUTI 42
VUTI 234 Isolated from a woman with rUTI 42
VUTI 170 Isolated from a woman with ASB 42
VUTI 205 Isolated from a woman with bacteremia 42
VUTI 385 Isolated from a woman with bacteremia 42
VUTI 115 Isolated from a woman with pyelonephritis 42

Other bacteria Details Reference
L. crispatus ATCC Obtained from American Type Culture Collection 71
33197 (ATCC)
Plasmid Details Reference
pCom_GFP Plasmid constitutively expressing gfp 25




